Background: Increased urinary albumin excretion (UAE) in diabetes is a sensitive marker of microvascular injury and a reliable predictor of cardiovascular outcomes. Hypertension-induced hemodynamic pressure load, diabetes-related metabolic processes and large artery stiffening have all been implicated in the development of microalbuminuria. We investigated whether hyperglycemia per se, or rather increased blood pressure (BP) and macrovascular dysfunction, is a stronger predictor of UAE at the earliest stages of diabetes. Methods: Consecutive newly diagnosed patients with diabetes type 2, who were normoglycemic within a year's time prior to diagnosis, were enrolled. UAE was estimated in 24-h urine samples. Both office and 24-h ambulatory BP was recorded. Arterial stiffness was evaluated by measurement of carotid-femoral pulse wave velocity (PWV) with applanation tonometry. Results: Among 71 newly diagnosed patients with median diabetes duration of just 1 month, 15.5% presented microalbuminuria. UAE did not differ between hypertensive and normotensive diabetics; however, newly diagnosed patients for both hypertension and diabetes exhibited significantly higher levels of UAE, compared to diabetic patients with long-standing hypertension. UAE strongly and significantly correlated with office systolic BP, HbA1c, PWV and estimated glomerular filtration rate. However, in the multivariate analysis adjusting for these factors, only HbA1c was independently associated with UAE (beta = 0.278, p = 0.049). Conclusions: Hyperglycemic state emerges as a powerful predictor of increased UAE even at the earliest stages of diabetes. The relative contribution of hypertension and macrovascular dysfunction to the development of microalbuminuria seems to be obscured by hyperglycemia, even in patients whose diabetes onset does not exceed a few months' time.
Background
Microalbuminuria, typically defined as urinary albumin excretion (UAE) of 30-300 mg in a 24-h urine sample, corresponds to a subclinical microvascular derangement in the glomerular filtration barrier that precedes overt diabetic nephropathy [1] . It has been well-established that increased UAE, even below the threshold values usually considered for microalbuminuria, constitutes an early marker of microvascular damage and a potent predictor of cardiovascular morbidity and mortality [2] .
Apart from diabetes, hypertension represents a major risk factor for increased UAE. When both diseases coincide in the same individual, which is typically the case for the vast majority of patients with diabetes mellitus type II (DMII), the risk of developing microalbuminuria is substantially aggravated [3] . Another contributor that has been proposed for the development of microalbuminouria, is arterial stiffness and the interplay between micro-and macro-vascular dysfunction. In line with this, several studies have demonstrated an association between microalbuminuria and arterial stiffness in DMII and other populations [4] [5] [6] . However, the majority of studies have included patients with long-standing or unclear duration of the disease. Importantly, DMII-related complications, including microalbuminuria and arterial stiffness, increase with disease duration [7, 8] . Of note, most patients with DMII already suffer from hypertension at the time of diagnosis, which substantially increases the risk for microalbuminuria.
Altogether, it remains unclear as to which extent hyperglycemia, increased blood pressure (BP) and macrovascular dysfunction, contribute to microalbuminuria in the very early stages of DMII, long before the establishment of the disease-related cardiovascular complications. Hence, the aim of our study was to investigate the association of increased UAE with high BP, hyperglycemia and arterial stiffness in a meticulously selected population of newly-diagnosed patients with DMII.
Methods
We enrolled consecutive patients recently diagnosed with Diabetes Mellitus type II (less than 6 months from diagnosis). We excluded patients with cardiovascular disease or stroke, chronic kidney disease [glomerular filtration rate (GFR) ≤45 ml/min/m2], inflammatory diseases, and pregnancy, as well as patients that had or were receiving antidiabetic treatment were excluded, with the only exception of Metformin. DMII diagnosis was documented two impaired glucose tests in separate days [fasting blood glucose (FBG) ≥ 126 mg/dl and/or 2-h postload glucose ≥200 mg/dl in oral glucose tolerance test (OGTT, 75 g)] [9, 10] . We also investigated medical records of all participants as well as FBG or OGTT values to confirm that they were normal for up to 1 year earlier in order to establish the recent diagnosis of DMII. All participants were Caucasian and gave written informed consent. The study was conducted in accordance with the Helsinki declaration and approved by the local Institutional Ethics Committee.
A thorough medical history was recorded with emphasis on comorbidities and medication use and physical examination was performed. Body mass index (BMI) was calculated in kg/m 2 . Office systolic/diastolic BP (SBP/DBP) was measured with a validated oscillometric device (Microlife Exact BP, Microlife AG, Widnau, Switzerland) in the sitting position according to the guidelines [11] . Ambulatory BP monitoring (ABPM) was performed in the non-dominant arm, on a working day with a validated oscillometric device Spacelabs 90217A (Spacelabs Medical, Issequah, WA, USA). BP readings were obtained every 20 min during daytime (awake period: 06:00-22:00 h) and every 30 min during night-time (asleep period: 22:00-06:00 h). Subjects were instructed to take note of retiring to bed in a diary. The actual sleep and wake intervals of each patient were redefined according to their statement on the day of device removal. Measurements were used for the analysis only if > 70% of the recordings were valid. Hypertension was defined according to the guidelines as ambulatory daytime BP ≥135/85 mmHg and/or current antihypertensive medication use [11] .
After completion of the procedures, as analyzed below, blood samples were collected to estimate glycemic state, fasting lipids and renal function. GFR was estimated using the Cockcroft-Gault formula [12] .
-Urinary albumin excretion and microalbuminuria UAE was measured with the immuno-turbidimetric method in 24-h urine samples, which is considered as the gold standard for the diagnosis of microalbuminuria [13] . UAE of 30-300 mg/24 h was defined as microalbuminuria. Participants were advised against strenuous exercise and any change in their usual dietary habits.
-Assessment of arterial stiffness
Carotid-femoral pulse wave velocity (PWV) was assessed as the gold-standard measure of arterial stiffness using applanation tonometry with the Sphygmocor device (AtCor Medical, Sydney, Australia). Sequential recordings of the arterial wave were obtained in the carotid and femoral artery and wave transit time was calculated with a simultaneously recorded electrocardiogram. PWV was determined by the distance difference between sternal notch to carotid site and sternal notch to femoral site b divided by time (PWV = Δd/Δt). Participants were advised to abstain from caffeine, smoking and intense physical activity for at least 3 h before the procedure, which was performed in the supine position after a 15-min resting period.
-Statistical analysis
Analysis was performed using the Statistical Package for Social Sciences (SPSS), version 22. Results were expressed as frequencies for qualitative variables and as mean ± standard deviation (m ± SD) or median (1st quartile-3rd quartile) for continuous variables, according to whether they were normally distributed or not. Comparison of frequencies was performed with the Pearson chi-square test for qualitative variables, while mean values were compared with Student t or Mann-Whitney test for continuous variables. Correlation coefficients were calculated with the parametric Pearson or the non-parametric Spearman rank tests, according to the normality of their distribution. The logarithmic mean of the parameter was entered where needed to transform a non-normal distribution to a normal distribution. Multiple linear regression analysis was used to identify independent associations with UAE. A probability value of p ≤ 0.05 was considered statistically significant.
Patient and public involvement
There was no patient or public involvement in this research study.
Results
A total of 71 newly diagnosed patients with DMII, 41 males and 30 females with a mean age of 56.6 ± 10.4 years, were included. Baseline characteristics of the study population are depicted in Table 1 . Median disease duration from the time of diagnosis was only 1 month. Microalbuminuria affected 15.5% of our population, which corresponded to median UAE values of 7.5 (2.9-17.3) mg. As expected, the majority of our patients (62.0%) presented concomitant hypertension. In particular, 27 patients (38.0%) had a history of long-standing hypertension with median duration of 8 (4-12) years, while 17 (23.9%) were simultaneously diagnosed with hypertension and DMII. Treatment with metformin had been initiated in 47.9%, while 22.5% were receiving renin-angiotensin-aldosterone system (RAAS) inhibitors.
Results of univariate correlation analysis of UAE with demographic, metabolic and blood pressure parameters are depicted in Table 2 . In this very meticulously selected group of newly diagnosed diabetic patients, UAE correlated with all the known factors, which contribute to its progression in patients with long standing DMII, including HbA1c, FBG, office SBP and DBP, as well as day-and nighttime SBP ( Table 2 ). Although levels of UAE did not significantly differ between diabetics with or without hypertension [9.1 (3.65-17.8) vs 5.1 (2.5-8.7), p = 0.111], patients who were simultaneously diagnosed with both hypertension and DMII exhibited significantly higher levels of UAE, compared to diabetics who presented long-standing hypertension [13.3 (9.0-58.0) vs 7.0 (25-7.5) mg, p = 0.007].
Moreover, a positive association was observed between UAE and macrovascular dysfunction, represented by PWV (Table 2) . When patients were further classified according to the presence of microalbuminuria, PWV was significantly higher in the microalbuminuria group, compared to patients with normal UAE (10.2 ± 1.9 vs 8.7 ± 1.8 m/s, p = 0.013). Finally, increasing UAE was associated with renal function, reflected in GFR ( Table 2) . Non-significant associations were observed between UAE and other cardiovascular risk factors (age, gender, BMI, lipids, uric acid).
Multiple regression analysis for UAE adjusting for glycemia, BP levels, renal function and macrovascular impairment revealed that HbA1c was the only factor that was independently associated with UAE (beta = 0.278, p = 0.049), in our population of newly diagnosed patients with DMII (Table 3 ).
Discussion
The most important finding of the present study is that even at the earliest stages of DMII, hyperglycemia emerges as a powerful predictor of increased UAE and seems to negate the well-known detrimental effects of hypertension, compromised renal function as well as macrovascular dysfunction regarding microalbuminuria development and progression. To our knowledge, this is the first study to address the influence of the above factors on microalbuminuria in a carefully selected population of patients with such a short duration of DMII (a median of just 1 month from the time of diagnosis). These results imply that neither the concomitant diagnosis nor the long-standing history of hypertension can overcome the detrimental effect of hyperglycemia even at the very early stages of DMII. Importantly, only patients who were normoglycemic within a year's time prior to the diagnosis were included, in order to verify the recent onset of DMII. Even though the rate of DMII-related microvascular complications increases with the duration of disease [7, 8] the present study highlights that renal endothelial dysfunction, reflected in increased UAE, rapidly progresses at the time of diagnosis and is mainly triggered by hyperglycemia.
The observed associations of UAE with BP and arterial stiffness merit further attention. Both were strongly and positively associated with UAE in the univariate analysis. However, the strength of these associations was attenuated and they were subsequently rendered non-significant after adjustment for HbA1c (Table 3 ). Considering the adverse effects of hypertension on UAE and especially the fact that BP in our sample was not optimal, our results point towards metabolic, rather than hemodynamic processes, as the major mechanism underlying the development of microalbuminuria at the earliest stages of DMII. Hence, the relative contribution of hypertension seems to be obscured by hyperglycemia in patients with such recent onset of DMII.
Likewise, the association between arterial stiffness and UAE no longer remained significant after adjustment for HbA1c. Increased arterial stiffness has been proposed as an additional mechanism triggering microalbuminuria in patients with DMII, through increased intrarenal pulsatile stress and enhanced hemodynamic load in the renal tubules and glomeruli induced by large artery stiffening. This concept has been reinforced by several cross-sectional studies demonstrating an independent association between microalbuminuria and arterial stiffness in patients with DMII [14] [15] [16] . However, the duration of DMII in these studies was either uncertain or relatively long, and just a single study enrolled patients whose disease duration did not exceed 12 months [17] . Concordantly, DMII duration exceeded 10 years in a prospective study showing that arterial stiffness was associated with incident albuminuria [4] . It is thus likely that in long-standing disease, the arterial wall properties within the micro-and macrovasculature have undergone alterations that are mutually linked and reinforced. By contrast, based on our study findings, it is reasonable to presume that in early-stage DMII, the interaction between UAE and arterial stiffness is mediated by hyperglycemia, which appears as the common denominator of microvascular damage. Mechanisms responsible for microalbuminuria in hyperglycemic state include endothelial dysfunction and chronic inflammation triggered by oxidative stress, inflammatory cytokines and growth factors [18] . Glycation of structural proteins in DMII, such as collagen and elastin, with the formation of advanced glycation end products (AGEs), affects arterial compliance and has been proposed as an additional mechanism of microalbuminuria [19] . Since hyperglycemia was identified as the only independent predictor of UAE in our sample, our study suggests that these mechanisms seem to be activated within a few months' time following DMII onset. However, insulin resistance that has been likewise implicated in the genesis of albuminuria [18] , might have been present for a considerable period of time, before the clinical diagnosis of DMII.
The strengths of our study include our meticulously selected population of patients with very short duration of DMII, which is extremely difficult to find in the available literature, and the use of the gold-standard methods for the assessment of UAE and arterial stiffness. Presence of hypertension was not based on conventional office BP measurements, but was verified with 24-h ABPM recordings. Our study is limited by its cross-sectional design and the relatively small sample size. Consequently no conclusions can be deduced from the present study regarding potential associations between UAE and medication. Hence, our study might be considered rather as a pilot study, and further studies with a larger number of participants need to confirm our results. However, the difficulty of identifying patients with such short duration of DMII, who are 
Conclusions
In conclusion, our study identified increased HbA1c as the major mediator of renal microvascular impairment at the earliest stages of DMII. In patients with disease onset that does not exceed a few months' time, hyperglycemia seems to obscure the observed associations of UAE with BP, renal function and arterial stiffness. These results stress out the need for early implementation of effective interventions targeting at this powerful modifiable predictor of microalbuminuria. 
